(A) Cropped WB for Grp94 in plasma of twelve representative healthy subjects. The same protein concentration as that used for patients was loaded in each lane of a 4-20% polyacrylamide gel and the membrane was probed with the same primary and secondary Abs as those reported in the legend to Figure 2A . The blotting derives from a single membrane and adjustment of both brightness and contrast was applied to render the frame of empty lanes visible. The negative bands at 150 kDa refers to the track of integer IgG, whereas no tracks of bands are shown at MW > 200 kDa that instead were positive for Grp94 in patients' plasma ( Figure 2A ). (B) Cropped WB for IgG on the same samples of PBMC lysates previously exposed to anti-Grp94 Abs ( Figure 2C ) to show that the Grp94-positive bands also co-stain for human IgG. Membranes were incubated with primary anti-IgG sheep polyclonal Abs, followed by incubation with anti-sheep HRP-conjugated Abs. Specificity of the reaction was assessed by probing the membrane with secondary Abs only. (C) The same samples as in B were also probed with primary anti-Grp78 and anti-HSP90 polyclonal Abs (Santa Cruz Biotechnology Inc. CA). Secondary Abs were anti-goat and anti-rabbit HRP-conjugated Abs for detecting immune reactions for Grp78 and HSP90, respectively. No specific positivity for both Grp78 and HSP90 is apparent following stimulation of PBMCs with PWM. Cropped WB are shown with adjustments of the contrast and brightness.
Supplementary
Original data are reported of any single measurement and expressed as medians with minimum and maximum in parenthesis. IgG and cytokines were measured in the supernatant of PBMCs in both absence (control) and presence of Grp94, as specified in Methods. IgG values are normalized to patients' B cell count. All patients were 27, males 14 and females 13. Two patients (1 male and 1 female) were missing in the cytokines measurements. Data obtained with 100 ng/ml of Grp94 were also reported in Figure 4 and graphed in box plots. *p < 0.02, **p < 0.001 (Mann-Whitney test), comparisons made with the corresponding basal values.
